Abstract: Polyamidoamine (PAMAM) dendrimers are one of the smallest and most precise nanomolecules available today, which have promising applications for the treatment of brain diseases. Each aspect of the dendrimer (core, size or generation, size of cavities, and surface functional groups) can be precisely modulated to yield a variety of nanocarriers for delivery of drugs and genes to brain cells in vitro or in vivo. Two of the most important criteria to consider when using PAMAM dendrimers for neuroscience applications is their safety profile and their potential to be prepared in a reproducible manner. Based on these criteria, features of PAMAM dendrimers are described to help the neuroscience researcher to judiciously choose the right type of dendrimer and the appropriate method for loading the drug to form a safe and effective delivery system to the brain.
Introduction
The major brain diseases that will be the focus of this review include neurodegenerative diseases and an aggressive form of primary brain cancer known as glioblastoma multiforme (GBM). Neurodegenerative diseases, such as Huntington's disease (HD), Alzheimer's disease (AD), or Parkinson's disease (PD), are pathologies consisting of neuronal degeneration causing loss of function of the affected part of the brain. Since most types of neurons are unable to regenerate, the death of these cells results in an irreversible pathology with detrimental outcomes [1] . Disease presentations for neurodegenerative diseases vary from memory loss to lack of motor coordination, depending on the area of the brain that is involved. Despite the difference in clinical symptoms, all neurodegenerative diseases progress to the same outcome: irreversible cell death. Patients who suffer from neurodegenerative diseases must live with their debilitating effects, making developments for treatments increasingly important. The causes of neurodegenerative diseases are mostly unknown [2] . However, inflammation seems to be closely associated with these diseases. Under the broad category of different forms of glioma that arise from the glial cells, the most aggressive form
•
Safety of the dendrimer formulation • Reproducibility in preparing the dendrimer formulation Safety is always an essential requirement for all drugs, which is obvious and deserves no further comments. However, reproducibility of dendrimer preparation is an important consideration for clinical use of macromolecular drugs or macromolecular drug excipients. Preparation of large [molecular weight (MW) > 1000 Da] synthetic macromolecules such as PAMAM dendrimers and other nanomolecules, unlike small molecule drugs (MW < 500-1000 Da), is a challenging task for the organic chemist. Besides the target compound, closely related chemical species are often formed due to side reactions and are difficult to remove by well-established purification methods. The final macromolecule formulation is typically plagued with large batch-to-batch variations that may not meet the stringent requirements for regulatory approvals.
Features of PAMAM Dendrimers Useful for Neuroscience Applications
Dendrimers are branched nanomolecules. There are many different types of dendrimers that have been synthesized with potential uses in the treatment of brain diseases. Examples include carbosilane dendrimers, polylysine dendrimers, phosphorus-containing dendrimers, and PAMAM dendrimers [11] [12] [13] .
PAMAM dendrimers are one of the earliest dendrimers synthesized and made commercially available [8] . As shown in Figure 1B , a PAMAM dendrimer consists of: (1) a core; (2) branches composed of amide groups emanating from a branching point (tertiary amine) that form the walls of cavities; and (3) terminal groups. The earliest core reported was ethylenediamine (EDA). Subsequently PAMAM dendrimers were synthesized from a variety of other cores such as diaminobutane (DAB), diaminohexane, diaminododecane and cystamine [14] . As with disulfide-containing proteins, the disulfide bonds in cystamine-core dendrimers may be cleaved by reducing agents such as glutathione and beta-mercaptoethanol to yield two half-dendrimers known as dendrons [15] . The branches of PAMAM dendrimers contain amide bonds that are similar to the peptide backbones of proteins. Dendrimers with termini composed of primary amines (−NH 2 ), hydroxyls (−OH) or carboxyls (−COOH) were the earliest type of PAMAM dendrimers reported and commercially available. The amine-terminated PAMAM dendrimers became popular among biologists and biomedical researchers since they were commercially available and, more importantly, could easily undergo bio-conjugation reactions with other molecules, using protocols and reagents that were well-established for proteins. For example, these dendrimers are easily conjugated to fluorescent dyes using reactive fluorescent reagents made for protein-labeling such as fluorescein isothiocyanate (FITC) or NHS-Cyanine 5.5 (Cy5.5) for tracking purposes in biological systems.
Some of the important features of PAMAM dendrimers for neuroscience applications include:
• Thermogravimetric analysis data shows that PAMAM dendrimers are stable to heat; they start degrading over 200 • C [16, 17] . Proteins rely on weak interactions such as salt bridges, hydrogen bonds and hydrophobic forces for their shape. However, the three-dimensional shapes of PAMAM dendrimers are mostly due to their dendritic architecture with some contribution by weak forces. For this reason, PAMAM dendrimers may be stored frozen (dried or as solutions) and thawed for use without any significant denaturation or aggregation. The use and storage of protein drugs requires many precautions. However, this is not the case for PAMAM dendrimers if they become routinely used in drug formulations. This is especially important for use in neurodegenerative diseases due to the chronic treatment involved and patients that often have some degree of memory loss who may leave the drugs at room temperature instead of in the refrigerator.
Like non-membrane proteins, PAMAM dendrimers are highly water-soluble if their surface is composed of functional groups (e.g., −NH 2 , −OH, COOH) that hydrogen-bond with water. Aqueous solutions as high as 100-200 mg/mL dendrimer are readily formed. The water solubility of chemicals is an important factor that affects their absorption, distribution, metabolism and excretion (ADME). Nanomolecules with hydrophilic surfaces are less likely to become attracted to plasma proteins (opsonization) and thus less prone to be cleared from the bloodstream via engulfment by cells of the reticuloendothelial system. It is therefore important to keep in mind that attaching chemicals such as drugs and fluorescent dyes to the surface of dendrimers will decrease the solubility of the resulting nanomolecules and also affect their ADME. This is a serious practical problem since academic research requires attachment of fluorescent dyes or other imaging agents to understand the biological behavior of the nanomolecules. An example of the effect of dendrimer solubility on its biological properties was demonstrated by Dougherty and colleagues [18] . The reaction of attaching fluorescent dye to PAMAM dendrimers (or any macromolecules with numerous reactive sites) not only gives a Poisson distribution of dye:dendrimer ratios, but the cellular uptake increases with the number of dye molecules on the surface of the dendrimer. Since dyes are hydrophobic, their attachment on the hydrophilic dendrimer surface creates hydrophobic sites that interact with the plasma membrane and increase their cellular uptake via adsorptive endocytosis. Another example is evident in an elegant report by Albertazzi and co-workers. Using two-photon microscopy, they showed that after injection into the brain cortex of live animals, amine-terminated PAMAM G4 was able to diffuse from the injection site while the less water-soluble G4-C12 (similar dendrimer with 25% of surface coated with C12 chains) remained at the injection site. Clearly, good water solubility will be important for the dendrimer to distribute its drug payload throughout the brain. In addition, the G4-C12 PAMAM dendrimers were over three-fold more toxic to neurons than the G4 amine-terminated dendrimer. Due to its water solubility, the G4 dendrimer readily diffused in the brain of living animals and therefore did not form high local concentrations of the dendrimer to be toxic; neurons with the dendrimer were still shown to be physiologically active. However, the poor water solubility of the G4-C12 led to poor diffusion and high local concentration at the site of injection, resulting in neuronal death via apoptosis. Even glial cell activation was none to minimal after exposure to the G4 amine-terminated PAMAM dendrimer. This is an important concept to consider when trying to extrapolate cell culture data to in vivo conditions. Since concentration drives many biological processes, good water solubility diminishes the chances of highly localized concentrations of the nanomolecules. Thus, although G4 amine-terminated dendrimers may show toxicity under cell culture conditions (typically at micromolar concentrations),their effect in the dynamic and changing in vivo conditions (e.g., rapid dilution to nanomolar concentrations due to diffusion) might be surprisingly different [19] .
Another critical feature of chemicals that affect their ADME is size. Commonly used PAMAM dendrimers such as G4, G5 and G6 have molecular weights in the range of approximately 14-56 kDa. These sizes are comparable to common proteins such as cytochrome c (MW~12 kDa), lysozyme (MW~14 kDa) and albumin (MW~67 kDa). In terms of dimensions, the PAMAM dendrimers (G1-G10) range from about 1-15 nm. Compared to other nanomolecules such as liposomes and those made from polymers, PAMAM dendrimers are the smallest in size. Since the molecular weight cut-off (MWCO) for the glomerular filtration membrane in healthy kidneys is about 45,000 Da or 6-8 nm for nanoparticles [20, 21] , one can expect the commonly-used PAMAM dendrimers, especially G4 and G5, to be eventually excreted out of the body after administration. This is important to avoid potential accumulation and toxicity of the nanomolecules, especially with chronic use which is often the case for treatment of neurodegenerative diseases. However, this also means that the dendrimers have shorter half-lives when injected into the body. Larger generations >G6 or PEGylated dendrimers tend to stay longer in the bloodstream for distribution to the organs [22, 23] . The size of the nanomolecule is also important for its ability to leave the bloodstream and enter the tissue. The distance between endothelial cells lining blood vessels varies considerably from as large as over 100 nm in liver capillaries to less than 1 nm in the blood brain barrier (BBB). This implies that it will be difficult for G4 or G5 PAMAM dendrimers (or other nanomolecules) to simply travel between endothelial cells of the BBB unless the barrier is compromised due to neuroinflammation [24] . Sarin and colleagues showed that dendrimers smaller than 11.7-11.9 nm were able to cross the compromised blood-brain barrier of rodents with malignant gliomas [25] . Nance and colleagues showed that neutral G4 PAMAM dendrimers composed of 100% −OH (G4-OH) are able to cross the compromised BBB and diffuse into the brain parenchyma to localize to activated glia of diseased mouse models [26] . In fact, this difference in size between the healthy and disrupted BBB barrier offers PAMAM dendrimers the advantage of traversing the compromised barrier compared to other nanomolecules such as liposomes, which are much larger.
Macromolecules made by nature such as proteins and nucleic acids are precise molecules with well-defined molecular weights. On the other hand, laboratory synthesis of macromolecules is challenging and often yields contaminating macromolecules with varying molecular weights besides the target compound; this is often due to side reactions and the difficulty in purifying closely related species. Reproducible synthesis of nanomolecules and good characterization data are critical for their successful use in humans. There must be minimal lot-to-lot variation between batches of dendrimers or other nanomolecules. The methods for PAMAM synthesis and characterization are well-established. By using excess reagents (such as ethylenediamine) during PAMAM dendrimer synthesis, the formation of side products (such as oligomers and looped surfaces) is dramatically reduced. As previously mentioned, it is important to note that although the parent dendrimers may be precise (low polydispersity), attachment of fluorescent dyes or other chemicals to the surface (carried out without using reagent excess) often yields a heterogenous mixture of products with varying ADME profiles. In addition, when administered into the body, such macromolecules may become altered as their surface groups become detached via metabolism, potentially resulting in the formation of toxic products. For example, a PAMAM dendrimer with 10 drugs attached to its surface via hydrolysable ester bonds is synthesized and tested for safety. After administration to an animal, the dendrimer inside the bloodstream or cells may be enzymatically degraded to yield a dendrimer with six drugs attached. The ADME or safety profile of this new product is unpredictable and may lead to long-term complications. Evidence for such a phenomenon is well-known among dendrimer researchers. For example, as mentioned earlier, even the attachment of a few fluorescent dye molecules to the surface of a dendrimer alters its cellular uptake [18] .
The precision of PAMAM dendrimers and their derivatives is best appreciated by high-resolution separation techniques that have been well-established for precise macromolecules such as proteins. These techniques include reverse-phase high performance liquid chromatography (RP-HPLC) and electrophoresis [27, 28] . Although non-separation techniques such as Nuclear magnetic resonance (NMR), infra-red (IR) or UV-visible spectrophotometry yield valuable characterization data, they do not show the purity of the nanomolecules. When analyzed by electrophoresis on polyacrylamide gels (typically at 1 mg/mL concentration), PAMAM dendrimers appear as discrete bands similar to proteins. Polymers, on the other hand, are seen as smears on these gels [29] . Although electrophoresis has been frequently used for the characterization of amine-surface dendrimers, the technique also works very well for separation of all types of PAMAM dendrimers (and their derivatives), irrespective of their cores or surface groups, since all PAMAM dendrimers have tertiary amines (at the branching points, Figure 1A ) that are positively charged under acidic conditions. Charges are necessary for migration in electrophoresis gels. Electrophoresis has been a gold standard for determination of protein purity for several decades and is clinically an important tool for detection of various macromolecules in blood such as serum proteins, isozymes, hemoglobin variants and lipoproteins. Unfortunately, many reports on the synthesis and biomedical applications of PAMAM dendrimers do not show the purity of their parent or modified dendrimers by electrophoresis. For example, we have run a variety of PAMAM dendrimers by polyacrylamide gel electrophoresis (PAGE) and found that EDA-core PAMAM dendrimers are less pure than DAB-core dendrimers, yet many neuroscience researchers still use the former nanomolecules.
Another useful feature of PAMAM dendrimers for neuroscience applications is the presence of cavities. When placed in aqueous solutions, these cavities are hydrophobic and offer sites for loading small molecule drugs by a process known as encapsulation. Since the PAMAM dendrimer itself is extremely water-soluble, encapsulation within the cavities is an ideal way to solubilize poorly water-soluble drugs in aqueous solutions. For example, Igartúa and colleagues found that a G4 PAMAM dendrimer with an amine surface (or a G4.5 PAMAM dendrimer with a carboxyl surface) could encapsulate about 20 molecules of the anti-epileptic drug, carbamazepine, which has potential for treating neurodegenerative diseases [30] . Recent reviews on the use of PAMAM dendrimers for encapsulating drugs are available [5, 31] . Encapsulation is also how cyclodextrins (cyclic sugar molecules popular in the drug industry) help to solubilize drugs. A cyclodextrin has one cavity per molecule while a G4 PAMAM dendrimer has several cavities per molecule [32] . Many drugs, including those used for treatment of neurodegenerative diseases, have limited solubility in water. Their loading into PAMAM dendrimers will not only dramatically increase their solubility but will also allow them to be taken up via endocytosis to cross the BBB. This feature of PAMAM dendrimers is a major advantage over the use of proteins as nanocarriers, since proteins are highly compact nanostructures with negligible empty space in their interiors. Although the water solubility of the drug-encapsulated dendrimer may decrease compared to the free dendrimer, a major advantage of encapsulation (compared to surface attachment of drugs discussed below) is that the purity, size and surface of the dendrimer is unchanged; as previously mentioned, this is important for safety and predictable ADME profiles.
Among all the components of a PAMAM dendrimer, the surface has drawn the most attention. This is because macromolecules such as PAMAM dendrimers interact with cells and biomolecules predominantly via surface interactions. The surface therefore dictates the safety profile, which is one of the most important requirements for any therapeutic agent. Numerous studies have shown a strong correlation between the toxicity of PAMAM dendrimers and their surface functional groups. The amine-terminated dendrimer has been found to be the most toxic to cells compared to dendrimers with -OH or -COOH groups. This is because amines are positively charged under physiological conditions. Although amines are found on the surface of proteins, the toxicity of an amine-terminated dendrimer is due to the very high amounts of amines per given surface area (charge density), a property that results from its dendritic architecture. The high positive charge density of the amine-terminated dendrimer is responsible for its rapid and strong interaction with most biomolecules and cells (which have many negative charges on their surfaces), resulting in dendrimer toxicity [33] . For example, when mixed with red blood cells (RBCs) in vitro, these dendrimers form holes in the RBCs and cause hemolysis. When injected into the bloodstream, they would also readily attract complex acidic proteins (with isoelectric point (pI) values less than seven) that are abundantly present in the extracellular medium, resulting in altered ADME profiles. Several strategies have been used to alleviate this problem. Chemicals such as PEG and amino acids have been attached to the surface amines in order to reduce the charge density of the dendrimer. However, as noted above, such a strategy results in a mixture of products with different ADME profiles. In addition, altering the surface of the nanomolecule with PEG or amino acids will form unnatural surfaces that may be recognized by the immune system, resulting in the production of antibodies, loss of therapeutic efficacy and more importantly, adverse immune effects such as anaphylaxis [34] . On the other hand, parent PAMAM dendrimers with unmodified surfaces were found to be non-immunogenic [35] . The amines on the surface of the dendrimer are necessary to readily attach fluorescent dyes (or other imaging agents) for tracking and to complex and deliver nucleic acids for gene therapy, but are also toxic to cells. In order to solve this dilemma, an important question to answer is: how many amines are needed per dendrimer so that they can be safe but yet be functional? A major step towards this objective was recently reported by Srinageshwar and colleagues. They designed and synthesized a mixed-surface G4 PAMAM dendrimer composed of 58 hydroxyl groups (90%) and six amines (10%), known as the G4-90/10 dendrimer. In comparison, the parent G4 amine-terminated PAMAM dendrimer has 64 amine groups on its surface and no hydroxyl groups. These mixed-surface PAMAM dendrimers, which can be prepared by well-established dendrimer synthesis protocols (using excess reagents) at different hydroxyl/amine ratios, were found to be as pure as the parent dendrimers (as observed on electrophoresis gels and by RP-HPLC). In addition, the simple surface of the dendrimer, which is composed of mostly −OH and a few −NH 2 groups, is probably responsible for its significantly improved safety profile. The G4-90/10 dendrimers were also found to cross the BBB when injected into the carotid artery of rodents [36] . Mixed-surface PAMAM dendrimers may therefore offer an excellent alternative to surface modified dendrimers as nanocarriers of drugs and genes for treating neurodegenerative diseases. immunogenic [35] . The amines on the surface of the dendrimer are necessary to readily attach fluorescent dyes (or other imaging agents) for tracking and to complex and deliver nucleic acids for gene therapy, but are also toxic to cells. In order to solve this dilemma, an important question to answer is: how many amines are needed per dendrimer so that they can be safe but yet be functional? A major step towards this objective was recently reported by Srinageshwar and colleagues. They designed and synthesized a mixed-surface G4 PAMAM dendrimer composed of 58 hydroxyl groups (90%) and six amines (10%), known as the G4-90/10 dendrimer. In comparison, the parent G4 amineterminated PAMAM dendrimer has 64 amine groups on its surface and no hydroxyl groups. These mixed-surface PAMAM dendrimers, which can be prepared by well-established dendrimer synthesis protocols (using excess reagents) at different hydroxyl/amine ratios, were found to be as pure as the parent dendrimers (as observed on electrophoresis gels and by RP-HPLC). In addition, the simple surface of the dendrimer, which is composed of mostly −OH and a few −NH2 groups, is probably responsible for its significantly improved safety profile. The G4-90/10 dendrimers were also found to cross the BBB when injected into the carotid artery of rodents [36] . Mixed-surface PAMAM dendrimers may therefore offer an excellent alternative to surface modified dendrimers as nanocarriers of drugs and genes for treating neurodegenerative diseases.
(A) (B) [37] .(B) Every component of a dendrimer can be controlled including its core composition, size, shape, and surface (adapted from [38] ).
With these properties of PAMAM dendrimers in mind (especially safety as the top priority), let us look at the potential use of PAMAM dendrimers for the treatment of neurodegenerative diseases.
PAMAM Dendrimers and the Delivery of Small Molecule Drugs and Genes across the Blood Brain Barrier
The BBB refers to the selective membrane that forms the physical and chemical barriers between the blood and brain parenchyma. It has evolved to regulate the chemical environment of the central nervous system (CNS) through a variety of specialized cells and transporters. The BBB is composed of specialized capillary endothelial cells joined by tight junctions surrounded by extravascular components including the basal lamina, astrocyte foot processes, pericytes, and interneurons [39] . These components form a physical transport barrier that regulates the flow of nutrients in and waste out of the CNS. Additionally, a collection of efflux proteins and enzymes, including intracellular monoamine oxidase, cytochrome P450s, extracellular nucleases, and peptidases help make an active chemical barrier to protect the CNS from potentially toxic chemicals [40] . Notably, the endothelial cells of the BBB play a major role in regulating chemical homeostasis of the CNS and have unique [37] .(B) Every component of a dendrimer can be controlled including its core composition, size, shape, and surface (adapted from [38] ).
The BBB refers to the selective membrane that forms the physical and chemical barriers between the blood and brain parenchyma. It has evolved to regulate the chemical environment of the central nervous system (CNS) through a variety of specialized cells and transporters. The BBB is composed of specialized capillary endothelial cells joined by tight junctions surrounded by extravascular components including the basal lamina, astrocyte foot processes, pericytes, and interneurons [39] . These components form a physical transport barrier that regulates the flow of nutrients in and waste out of the CNS. Additionally, a collection of efflux proteins and enzymes, including intracellular monoamine oxidase, cytochrome P450s, extracellular nucleases, and peptidases help make an active chemical barrier to protect the CNS from potentially toxic chemicals [40] . Notably, the endothelial cells of the BBB play a major role in regulating chemical homeostasis of the CNS and have unique properties compared to other systemic vascular endothelial cells. These cells contain a higher number of tight junctions (lack of fenestrations) which reduce the amount of paracellular movement of solutes and experience far lower rates of transcytosis compared to peripheral tissue, reducing vesicle-mediated transport of solutes [41] .
The BBB does not completely halt the transport of substances into the brain. To function properly, the brain needs key nutrients, such as glucose, amino acids, nucleic acids, fatty acids, vitamins, and electrolytes, which are transported into the brain by numerous transporters and channels located on the endothelial membranes [42] . In addition to protein transporters, certain endogenous peptides and hormones, such as transferrin and insulin, may cross the BBB via receptor-mediated endocytosis [43] . Additionally, other types of BBB crossings exist, including: (1) small, water-soluble agents such as ions, which may cross by paracellular transport between tight junctions; (2) lipid-soluble chemicals, which may cross transcellularly, directly through the endothelial membrane; and (3) plasma proteins, which may cross via adsorptive endocytosis [40, 44] or via receptor-mediated endocytosis. Examples of receptor-ligand interactions observed and used for receptor-mediated trafficking of nanomolecules across the BBB endothelial cells include transferrin [45] , insulin [46] , insulin-like growth factor II [47] , low-density lipoprotein receptor-related protein (LRP) receptors [48] , and diphtheria toxin receptors [49] . Since about 98% of small-molecule drugs fail to cross the BBB and few large-molecule drugs (e.g., insulin) cross, finding ways to deliver drugs across the BBB has been the focus of much research, which has, thus far, produced only mixed results [50] .
How are PAMAM dendrimers used for delivery across the BBB? In order to answer this question, we must separate small molecule delivery (such as drugs < MW 500 Da) and macromolecule delivery (e.g., gene delivery MW > 500 Da). This is due to the significant differences in the size and surface characteristics of the products formed when dendrimers are loaded with drugs compared to dendrimers loaded with DNA or RNA (known as dendriplexes).
Delivery of Small Molecules
We shall discuss small molecule drugs first. These chemicals are either loaded into the cavities or attached to the surface of PAMAM dendrimers [51] . The size of the final dendrimer-drug product does not change appreciably (typically < 15 nm). Several chemotherapy agents have been loaded into PAMAM dendrimer cavities for treatment of a variety of cancers and diseases of other organs. However, surprisingly, there are hardly any reports about loading drugs within PAMAM dendrimer cavities for brain diseases. A few examples of this are given below:
• Carbamazepine (CBZ), an anti-epileptic drug, was shown to enhance autophagy and protect against neurodegeneration in vivo. However, it is poorly soluble in water and shows unpredictable pharmacokinetic profiles. Generation 4.5 carboxyl-terminated dendrimers were loaded with CBZ to yield stable, soluble and safe (as tested on RBCs and zebrafish) formulations for potential applications in the treatment of neurodegenerative diseases associated with toxicity of aggregated proteins such as Alzheimer's disease, amyotrophic lateral sclerosis, Huntington's disease and Parkinson's disease [30] . No further studies were performed to see if the CBZ-dendrimer formulations were effective for the treatment of these diseases.
•
He and co-workers encapsulated doxorubicin into G4 PAMAM dendrimers with surface PEG (PEGylated dendrimers) and the targeting ligands wheat germ agglutinin (WGA) and transferrin (Tf). The BBB-targeting ligands WGA and Tf increased the BBB permeability of the dendrimers. These nanoparticles were < 20 nm in size as measured by electron microscopy and dynamic light scattering. The PAMAM-PEG-WGA-Tf delivered more payload (doxorubicin) at brain tumor sites compared to free drug or dendrimers without Tf and WGA [52] . • Swami and colleagues loaded docetaxel (DTX) into G4 PAMAM dendrimers and covalently attached p-hydroxyl benzoic acid to the surface (pHBA). The pHBA has high affinity to sigma receptors that are predominant in the central nervous system. The G4-pHBA-DTX dendrimers were more effective in killing glioblastoma cells and delivered more DTX to the brain compared to free drug [53] .
Compared to cavity loading, most researchers prefer covalent attachment of the drug to the surface of PAMAM dendrimers via hydrolysable amide or ester bonds. One reason for this may be due to the rapid release of encapsulated drugs compared to covalently linked drugs. For example, Patri and colleagues observed rapid release of PAMAM G5 encapsulated methotrexate in phosphate buffered saline compared to covalently coupled drug [54] . Clearly, a better way to encapsulate drugs within the dendrimer cavity is required to avoid changing the surface of the macromolecule. An example would be the entrapment of drugs within the dendritic branches of the dendrimers, which was demonstrated by Jansen and colleagues who introduced guest molecules during the construction phase of the dendrimer. This approach resulted in a significantly slower release of the guest molecules into solution, due to the dense packing of the dendrimer shell [55] .
A few examples of the use of drugs covalently attached to PAMAM dendrimers for brain diseases are listed below:
• Microtubule inhibitors (estramustine and podophyllotoxin), covalently attached to PAMAM dendrimers, were found to be more effective in killing glioma cells compared to free drug [56] .
Teow and colleagues conjugated paclitaxel and lauryl chains on the surface of a G3 PAMAM dendrimer. The conjugates showed increased cytotoxicity and permeability across porcine brain endothelial cells [57] . • Sharma and colleagues found that minocycline, conjugated to G6 hydroxyl-terminated PAMAM dendrimers via amide linkages, reduced neuroinflammation in vivo when compared to free minocycline and did so at lower dosages, thus reducing potential drug toxicity [58] .
Kannan and colleagues conjugated N-acetyl-L-cysteine to a G4 hydroxylated PAMAM dendrimer via disulfide linkages, which could be cleaved by intracellular glutathione (GSH). This formulation was shown to reduce motor dysfunction in rabbit models with cerebral palsy when administered postnatally [59] .
Yang and Lopina showed that attaching venlafaxine, a SNRI antidepressant, to PAMAM dendrimer-PEG hydrogels via ester linkages provided an extended release formulation that may help patients with poor drug compliance [60] .
Gamage and colleagues showed that curcumin was conjugated onto a G3-succinamic acid surface dendrimer via ester bonds. This formulation was administered to rats implanted with human glioma cells. The G3-curcumin showed tumor specific distribution, suggesting a potential use for the treatment of brain cancer [61] .
A combination of cavity loading and surface attachment has also been used. Li and co-workers prepared G4 PAMAM dendrimers with doxorubicin, PEG and transferrin attached to the surface while tamoxifen was encapsulated within the cavities of the dendrimer. The dendrimer conjugate crossed a BBB model via transferrin-mediated endocytosis and accumulated within glioma cells as tamoxifen-inhibited drug efflux proteins [62] .
These studies on the use of PAMAM dendrimers for small molecule drug delivery, although still in its infancy, suggest the promise of PAMAM dendrimers for treating brain diseases. PAMAM dendrimers have also been used as drugs instead of carriers for drugs. The dendrimers by themselves decrease fibrillation of alpha-synuclein, with the anti-fibrillation effect increasing with the generation number and concentration of the dendrimer [63] . In addition, PAMAM dendrimers were found to promote the degradation of pre-existing alpha-synuclein fibers, providing potential benefit to Parkinson's disease patients [64] . This anti-aggregation effect is also seen in Alzheimer's disease models, where dendrimers have been shown to disrupt Aβ amyloid plaque formation and disruption of protease-resistant prion protein (PrPSc) in prion diseases, where protein aggregation is thought to play a key role in functional decline [65, 66] .
A summary of the various types of drugs delivered by PAMAM dendrimers for brain diseases is shown in Table 1 . PAMAM-polyamidoamine; PEG-polyethylene glycol; pHBA-p-hydroxyl benzoic acid; Tf-transferrin; WGA-wheat germ antigen.
Delivery of Genes
The interaction of dendrimers with nucleic acids is very different than small molecule drugs. Practically, only dendrimers with surface amines can be used for the delivery of nucleic acids (DNA or RNA). The amines form positive charges under physiological conditions that interact electrostatically with the negative charges on nucleic acids to form dendrimer-nucleic acid dendriplexes. Under physiological conditions (especially pH~7), hydroxyls are neutral and carboxyls are anionic; thus, dendrimers with these surface groups will not bind and complex nucleic acids. Due to the multiple charges on both the amine-terminated dendrimers and nucleic acids, the dendriplexes formed can vary significantly in size and structure [69] . Several factors affect the nature of the dendriplexes including the size (generation) of the dendrimer, the size of the nucleic acid, the ratio of dendrimer amines (N) to nucleic acid phosphates (P) (also known as N/P or charge ratio), as well as solvent properties [70, 71] . Dendrimer binding affinity to DNA increases with increasing generation. The complexes typically have low stability and tend to aggregate and precipitate at charge ratios close to one. In addition, higher dendrimer generations and charge ratios greater than 2 (twice as many amines as phosphates in the dendriplex) tend to form complexes with smaller size distributions and with better transfection efficiencies. In general, stable, uniform dendriplexes with nanometer dimensions are formed with higher generations and higher N/P ratios [69, 71] . The transfection efficiency of dendrimer-nucleic acid complexes is difficult to predict, since it depends not only on the nature of the complexes formed, but also varies between different cell lines and even cell densities [70] . If preliminary biological results using dendriplexes are promising, it is advisable for researchers to carefully characterize the complexes formed by a variety of analytical techniques such as dynamic light scattering (DLS), agarose gel electrophoresis, fourier-transform infrared spectroscopy (FTIR), isothermal titration calorimetry (ITC), circular dichroism (CD )and differential scanning calorimetry (DSC) in order to ensure that similar complexes can be reproducibly prepared [69] .
Several researchers have studied the delivery of genes with dendrimers. Excellent reviews exist on this subject [6, 70] . Examples of PAMAM dendrimers used in gene delivery relevant to brain diseases are given below:
• One method of attenuating neurodegenerative disease progression is by slowing down the rate of neuronal death. This can be achieved by providing growth factors to the regions of neuronal degeneration, such as brain-derived neurotrophic factor (BDNF), glial-derived neurotropic factor (GDNF) and nerve growth factor (NGF) which are needed for the survival of particular neurons in the brain [72, 73] . In HD, lack of BDNF results in the loss of medium spiny neurons of the striatum, a brain region involved in motor, cognitive, and emotional functions. As a result, HD patients present with deterioration in all three of these domains. Examples of this include chorea (an involuntary dance like movement), learning, and memory impairments as well as psychiatric problems. Since the lack of BDNF in the striatum results in the death of these cells, our laboratory has been involved in developing methods to increase BDNF production in the brains of HD rodent models. We have shown that increasing BDNF in HD mice (such as YAC128 and R6/2 models) resulted in the attenuation of motor and cognitive loss [73, 74] . Shakhbazau and colleagues found that PAMAM G4 complexed with a plasmid for BDNF significantly increased the secretion of BDNF protein in human bone marrow mesenchymal stem cells (hMSCs), which can be implanted into diseased brains [75] . Although most researchers use charge ratios greater than one, it is interesting that these authors used a charge ratio of 1:1, giving a dendriplex size of about 150-200 nm.
• Similar complexes, formed between G4 and a plasmid for neurotrophin, were successfully used for transfecting human and rodent stem cells [75] .
Unlike direct transfection of cells in culture, PAMAM-mediated delivery of genes in vivo often uses targeting ligands that are predominant in the brain. Examples of targeted delivery include:
•
Huang and colleagues have shown that transferrin conjugated to PAMAM dendrimer-DNA dendriplexes increases gene expression approximately two-fold in the brain compared to dendriplexes that were not conjugated to transferrin [76] .
• Additionally, the same researchers have shown in BALB/c mice that conjugating lactoferrin to PAMAM dendrimers with PEG spacers increased brain uptake of the dendrimer 4.6-fold, compared to non-conjugated PAMAM dendrimers and by a 2.2-fold increase compared to dendrimers conjugated to transferrin [77] .
• LRP receptors have also been shown to be abundantly expressed in mammalian neuronal cells [78] . Angiopep has been used to target LRP receptors with some specificity [79] . Researchers have shown that gene expression was significantly increased in the cortex, caudate putamen, hippocampus and substantia nigra of BALB/c mice when Angiopep-PEG-PAMAM loaded with DNA was administered, as compared to unconjugated PAMAM loaded with DNA [80] .
Another receptor found on the BBB, the mannose 6-phosphate/insulin-like growth factor II receptor (M6P/IGFR2R), binds to M6P and IGFR2 at distinct sites. After the binding of M6P-tagged proteins, as well as IGF-2 on those receptors, the molecules may be internalized and sent to lysosomes for degradation [81] . Urayama and colleagues found that this receptor is highly expressed in neonatal mice compared to adult mice. Their findings showed increased uptake of radiolabeled β-glucuronidase in neonatal mice compared to adults, and that this uptake was inhibited by M6P via competitive inhibition [82] . Potentially, conjugating a dendrimer to one of the ligands of the M6P/IGFR2R could be therapeutic for neonatal diseases of the CNS.
Another targeting ligand for CNS-enhanced drug delivery is the 29 amino-acid rabies virus glycoprotein (RVG29), which allows viral entry into the CNS by binding to nicotinic acetylcholine receptors on neurons [83] . Liu and colleagues have successfully exploited this interaction when RVG29 was conjugated to a PAMAM dendrimer loaded with DNA. They found that this conjugation crossed the BBB more efficiency in vitro, and had a preferential brain accumulation in vivo [84] .
Serramía and colleagues delivered a small siRNA systemically using carbosilane dendrimers targeting astrocytes in BALB/c mice and detected the presence of the dendrimers and the dendriplexes in the brain one hour and 24 hours following injection [85] .
Fate of PAMAM Dendrimers in Cells
Crossing the blood brain barrier or brain cells requires that the drug-loaded dendrimer or the dendriplex attaches to cell membranes. If the dendrimer has a surface receptor, entry would be via receptor-mediated endocytosis. Otherwise, cells will use adsorptive endocytosis for uptake. The presence of a positive charge on the drug-loaded dendrimer or the dendriplex will enhance adsorptive endocytosis and subsequent cellular uptake. This is why dendrimers with positively charged surfaces readily cross the cell membrane and are more effective in delivering DNA/drugs to the cell in vitro and in vivo [33] . On the other hand, a completely neutral dendrimer having a 100% −OH surface will be less efficient to cross the hydrophobic cell membrane in order to deliver DNA/drugs [86] . This is also why dendriplexes with charge ratios greater than one are used for transfection.
The precise mechanism of how the dendrimer enters the cell, especially neurons and astrocytes, and how they release their drug and/or gene is not known. A few mechanisms for dendrimer uptake by cells have been proposed and include: (1) clathrin-mediated endocytosis; (2) caveolae-mediated endocytosis (specifically for G4 dendrimers); and (3) macropinocytosis [87] . Once inside the cytoplasm, the drug-loaded dendrimer or the dendriplex are enclosed within vesicles (endosomes). Normally, the endosomes mature as they become acidic and finally fuse with lysosomes. According to the proton sponge mechanism, it is believed that the acidification of the endosomes is suppressed, especially by the tertiary amines within the interior of the PAMAM dendrimer. This results in the entry of chloride ions and water into the endosomes (osmotic swelling). The swollen endosomes burst, releasing the dendrimer with its cargo. Under acidic conditions, most of the dendrimer tertiary amines become positively charged and repel the branches of the nanomolecule. This increases the dendrimer size and also helps in dislodging its bound drug or gene cargo [34, 88] .
Routes of Dendrimer Administration
The route of administration is also an important factor to consider when delivering dendrimers to the brain. The major challenge to brain delivery is to find an ideal route of administration that can maximize the effects of administered dendrimers on the CNS without causing systemic toxicity. Intravenous injection is the simplest method for achieving a rapid increase in blood concentration of the dendrimer and its payload. While directly injecting the dendrimer into the blood has the fastest pharmacokinetic properties, there are some undesirable aspects to this method. It has been shown by Kurokawa and colleagues that BBB penetration may not be effective. These authors found that intravenous administration of a G4 amine-terminated PAMAM dendrimer had poor CNS penetration due to their tendency to aggregate via non-Derjaguin-Landau-Verwey-Overbeek attractive forces originating from the surrounding divalent ions [88] . Neutral surface PAMAM dendrimers are better in this respect. Zhang and colleagues demonstrated that intravenous injection of G4-OH PAMAM dendrimers effectively penetrated CNS tumors in a rodent gliosarcoma model (with a compromised BBB). Additionally, they were able to reveal the homogeneous distribution of dendrimers throughout the solid tumor surrounding tissue fifteen minutes after injection. In a later study, Zhang and colleagues demonstrated in a canine model of neuro-inflammation that intravenously delivered G6-OH dendrimers showed extensive blood circulation and an extended half-life in cerebrospinal fluid (CSF) compared to the smaller G4-OH dendrimers administered intravenously. The authors also showed that brain penetration (concentration of drug in CSF/serum) correlated with the severity of neuro-inflammation and that the dendrimers preferentially targeted microglia and injured neuronal cells. Their research suggests that intravenous administration of larger dendrimers could provide extended therapy with significant CNS penetration [89] . Another way of increasing delivery to the brain is to attach a targeting ligand specific to, and/or abundantly found specifically on or abundant on brain cells. Unfortunately, no such ligand is available today that is unique to normal or diseased brain cells. Ligands such as transferrin [45] , insulin [46] , insulin-like growth factor II [47] and low-density lipoprotein receptor-related protein (LRP) receptors [48] are also found in other cells of the body.
Another way of enhancing the delivery of dendrimers to the brain is injection close to the brain via the carotid artery. Administration into the carotid artery increases the concentration of dendrimer reaching the brain. Srinageshwar and colleagues demonstrated that G4 PAMAM mixed-surface dendrimers composed of 90% −OH and 10% −NH 2 surface molecules are taken up by neurons in vitro, cross the BBB following carotid artery administration, and integrate into neurons and glial cells of healthy mouse models with intact BBBs. No detectable amount of dendrimers were found in the peripheral organs (liver, lungs, and spleen) [35] . The small amount of positive charge on the G4-90/10 dendrimer (six amines/dendrimer) was also responsible for its improved safety profile (compared to an amine-terminated dendrimer, which has 64 amines/dendrimer) and allowed the dendrimer to stick to the endothelial cells for subsequent adsorptive endocytosis across the BBB. Although carotid injections are challenging and must be performed by highly trained professionals, this route of injection offers an excellent alternative for sending high amounts of drugs to the brain in case of life-threatening diseases such as glioblastoma multiforme.
Other than vascular injection, oral and intranasal dendrimer preparations have also been administered for brain uptake studies. Besides being the most common route of administration in the pharmaceutical market today, oral administration has the benefit of convenience and increased patient compliance. Challenges to oral delivery of all drugs has been intestinal epithelial penetration and first-pass metabolism in the liver [90] . In regard to the former barrier, dendrimers may actually increase intestinal absorption of therapeutics. In a previous study, it was found that doxorubicin levels in serum were 200-fold higher when orally administered with PAMAM dendrimers compared to free doxorubicin [91] . It was also found that there was a significantly higher transport of doxorubicin when using a doxorubicin-PAMAM complex compared to free doxorubicin in Caco-2 monolayers [92] . Studies with everted rat intestinal sac systems also showed high transport of PAMAM dendrimers, especially those with anionic surfaces [93] , while other studies found less promising results using isolated human intestinal epithelium [94] . Although there is much work to be done in this area, oral administration of dendrimer-drug formulations could potentially provide an efficacious and convenient way of delivering drugs to the CNS. If the targeting ligand (mostly proteins) can withstand destruction in the gastrointestinal system, then oral formulations of dendrimers conjugated to a BBB-targeting moiety may help enhance delivery to the brain [91] .
Perhaps more promising than oral formulations, intranasal preparations of dendrimers offer the benefits of being non-invasive without the same metabolic issues of oral drugs [95] . Win-Shwe and colleagues found that a single dose of PAMAM dendrimers intranasally administered to eight-week-old BALB/c mice upregulated BDNF mRNA in the hippocampus and cerebral cortex of treated mice. This study suggests that the dendrimers entered the CNS via systemic circulation or through olfactory nerve routes to alter gene expression, however no analyses were done to confirm the presence of dendrimers in the affected brain areas [96] . Katare and colleagues took this approach one step further and complexed water-insoluble haloperidol with a dendrimer formulation and found a 100-fold increase in aqueous solubility. The dendrimer formulation was seven times more efficient at targeting haloperidol to the striatum when administered intranasally, compared to intraperitoneal injection. Additionally, an intranasal dose 6.7 times lower than the intraperitoneal dose produced comparable cataleptic and locomotor behavioral responses. However, while a 6.7 times lower dose produced similar responses, intranasal administration produced a haloperidol concentration two to three times lower in the striatum compared to intraperitoneal injection without dendrimers [67] . While the striatal concentrations were lower, an increased efficiency and lower dose that produce the intended response should not be discounted.
Conclusions
Keeping safety and reproducibility in preparation of dendrimer-drug formulations as the top two priorities for the potential use of these nanomolecules for treating brain diseases, PAMAM dendrimers with −OH surfaces are the preferred choice since they do not stick to surfaces, diffuse well throughout the brain, are non-immunogenic and are highly water-soluble. Although cellular uptake is better for amine-surface dendrimers, the compromised BBB associated with the diseased state can facilitate targeting the hydroxyl surface PAMAM dendrimers to the affected sites of the brain. The use of mixed-surface dendrimers with limited amines on the dendrimer surface, such as the G4 90/10, is another option that provides safety, the ability to bind drugs and DNA, improved BBB penetration and cellular uptake. It is also advisable to limit surface changes to the dendrimer to maintain its benefits, such as purity and safety, and avoid unpredictable ADME profiles. For this reason, dendrimer cavities should be used for loading drugs by encapsulation rather than by attaching them to the surface. The rapid release of encapsulated drugs in vivo can be solved by entrapment, which results in a much slower release of the payload. In the case of gene delivery, where amines are required for DNA binding and compaction, use of mixed-surface dendrimers that have the minimal amines required to carry the gene and with the dendrimer surface decorated with the more biocompatible hydroxyl groups should be considered. If safe and high purity dendrimer formulations are used, high doses may be used to deliver sufficient drug or gene to the brain. The compromised BBB associated with the diseased state can facilitate targeting the payload to only the affected sites of the brain. Funding: This research received no external funding.
